Gene Engineering Division
RIKEN BioResource Center

RIKEN DNA BANK

RiR clone name : pLYS1 K-FFH1c
BRC

@® Clone ID RDB _ 06458

® Lot 12267 A3J7

@® DNA Concentration

25 nanogram/microliter

DNA solution in TE buffer

@® Volume 40 microgram
@ Form

@ Host Survival2

@ Culture LB medium
@ Antibiotics

100 microgram/ml Amp. 33 microgram/ml Cm

@ Purification

QIAGEN QIAprep Spin Miniprep kit

@ Digestion by restriction enzyme

2—-Log DNA Ladder
(NEB#N3200L),
125 ng/well
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Erectrophoresis : b nanogram DNA per lane

Restriction enzyme

Expected size of fragment

: 1% agarose gel , 1 x TAE Buffer

Clal 8.6 kbp

Nco | 1.0,14,6.2 kbp

Hind III 10,10, 289, 3.6 kbp
kbp

kbp

@ Confirmation of the insertion sequence

Sequence name Primer name

Sequence — A nmt1Fw
Sequence — B ADHrev
Sequence — C nmt1-Fw2

Sequence — D

APPROVED BY :

http://dna.brec.riken jp/index.html
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A3J7 _nmt1Fw_B08_05 Inst Model/Name 3500/3500 Instrument
) Biosvstems 06458_12267_, o ] il
Y 06458_12267_A3J7_nmi1Fw Oct 11,2013 10:38AM, JST
SING:232 A209 T73C:113 primer name A : nmt1Fw KB_3500_POP7_BDTv3.mob Oct 11,2013 11:04AM, JST
KB.bcp . Pts 1239 to 13194 Pk1 Loc:1216 Spacing:11.81 Pts/Panel1350
KB1.4.1.8 Cap:5 5"GCTGTAAAACACCACGAGAC-3' version 5.4 HiSQV Bases: 1044 Plate Name: 20131010_mix
_ GG2 TTTA T 123 1A G G CGTAACTCTCG GCTACTGG ATGGTTCAG TCACCCAACGATTIACTGGG G AG 4G CAGGG C GC GCTTAAAGG AAT CLG
1 11 21 31 a1 51 61 5 81 91 101 111
1330
665
0 X V) (WL VA I\
TTGTCATTCGGCAATGTGCAGCG cT "CCGGATAATGGACCTGTTAATCG CATTG ‘ AGGAAGAGGAATCCTGGCATATCATCAATTGAATAAG]
181 131 141 151 161 191 201 211 221
1330
- >z,>§>>>>
TTAATTATTTCAATCTCATTCTCACTTTCTGACTTATAGTCGC TTTGTT GCTAGCGTCGACAGGCCTGGAT CCGGATATCAACAAGT TTGTACAAARAAGCTG
231 241 251 261 271 28 291 301 311 321 6 331 bl
,_isi, 7i3 323 recom
1330
0
JGAGAAACGT 8T GAT AT ¢ TATC TATATT TTAGATTTTGCATAAA ACAGACTACAT TACTGTAA CATATCCAGTCACTATGGCGGCCGCATTACG
341 351 361 371 381 391 401 411 o421 431 441 45
14330
o o Aoy ??%éég?%é%éé%ééié
AMAVAAWWANAM AW
GCACCCCAGGECTTTACACT TTAT GCT TCCGGC TCETATAATGTGTGGATTT TGAGTTAGGATCCGTCGAGATTTTCAGGAGET GeT2AAR TGGAGAR TCAC
1 461 a71 481 491 501 511 521 531 541 551 561
1330 — O?m
- %%%5%%%%%%@%@%&%%?
I TATACCACCGTTGATATATCCCAATGGCATCGTAS L ACATTTTGAGGCATTTCAGTCAGT TGCTCAATGTACCTATAACCAGACCGT TCAGCTGGATAT TACGGCC
571 581 591 601 611 621 631 641 651 661 Bl
1330
mmm

gg%%%%%é?ﬁ%ﬁé%é?%%%@%
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» Applied

. 06458_12267_A3J7_ADHrev_C08_08 Inst Model/Name 3500/3500 Instrument
= ._ —_ - =, fo, iy
W_Omu\m.nm-.:m 06458_12267_A3J7_ADHrev Oct 11,2013 10:38AM, JST
SIN G164 A:195 T:161 C: primor name B : ADHrey KB_3500_POP7_BDTv3.mob Oct 11,2013 11:04AM, JST
KB.bcp . Pts 1224 to 13140 Pk1 Loc:1201 Spacing:11.73 Pts/Panel1350
KB14.1.8 Cap:8 5'-CTATACCTGAGAAAGCAACCTGAC-3" Version 54 HiSQV Bases: 1030 Plate Name: 20131010_mix
GG ICCGG T(C TCAAG A TFAGAITTTTGCGT TTT CCTAA GAGTCAC TT TAAAATTT GTATACACT TATTTTTT TTATAACTTATT TAATAAT TCAT TCAT
1 11 21 31 41 51 61 7 81 51 101 111
1238
0 I
TTCGCTTATTIT GTGGCGCGCCG GATCCTCTAGAGTC GAGATCTC 2T GTTTGTCATCGTCGTCCTTGTAGTCCATGGGT TTATC GTCAT
18 131 oM 141 151 161 173 baymhietids 191 201 211 221
AD . 2 y e FLAG Epitope FLAG epifope
1238
619
; AW YW
CATCCTTATAATCCATGATATCAACCACTTT GTACAAGAAAGCT GAACGAGAAACGT? TGATATAAATATCAATA TATT TTAGATTTTGCAT  AACAGACTACAT)
231 241 251 261 271 281 291 301 311 321 331
AttB2 Gateway yecowmb
1238
s E \ » : :: s g
o JUWVUWIA .: VUV A DA AR AR A N
CTGT TATCCAGTCACTATG GTCGACCTGCAGACTGGCTGIGTATARGGGAGCCTGACAT TTA|TATTCCCCAGRACATCAGGT TARTGGCGTTT TTGAT
341 351 361 371 381 391 401 411 421 431 441 451

1238 > ced B ORF

o >>>>>>>> >>>>2§>§>?§>>2<§>>>>>
AN n AN AN/
T CATT TTCGC GG TG GC TGAGATCAGC CACTTC TTCCCC GATAAC GGAGACCGGCACAC TG GC CATATC GG TG GTCATC PECECCAGE T TTEATECLDGAT ATGURACCACEY
461 471 481 491 501 5l 521 531 541 551 561
1238
619
0 §>§§§§§§§s§§§§§§§
GTTCACGGGAG ACTT TATC TEGACAGCAGACGTGCACTEGCCAGEGGGATCACCATICCGTCGCCCGGEGGEGTGT TATCACTCTGET TECAE
571 581 591 601 611 621 631 641 651 661 671
1238 <
619
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2 Applied 06458_12267_A3J7_nmt1Fw2_D08_11 Inst Model/Name 3500/3500 Instrument

" Biosystems
y 06458_12267_A3J7_nmt1Fw2 Oct 11,2013 10:38AM, JST
SIN G:353A:201 T:257 G173 primer name C : nmtl-Fw2 KB_3500_POP7_BDTv3.mob Oct 11,2013 11:04AM, JST
KB.bcp Pts 1240 to 13160 Pk1 Loc:1217 Spacing:11.76 Pts/Panel1350
" -1 X
KB 1.4.1.8 Cap:11 5'"TAAGGATGATGACGATAAAC-3' vgrsion 54 HiSQV Bases: 1030 Plate Name: 20131010_mix
CTC:TCGG CG :CG 16 .C (AT (ACCACCATCACCACTG AGITCTCGACTCTAGAGGITCCIGGCGCGCCACTTCT T GC G TTTCTTATGAT TTATGATTTTIATT
1 11 21 31 41 51 6l 71 81 91 IRk iy
> AD)
1080 ADH1
540 \
0 LA A RVA W WY |
e o AT GTTAT TAAGTGTATAC T TR GTGACTCTTAGGTTTTAF CcCG TP T TATTCTTGAGTARASTE TTTCETETAGGEGTCAGG T TGLT T CT
121 131 141 151 161 171 191 201 211 221
1080
540
0 \ |
CAGGTATAGTATGAGGTCECTETTATTGACCACACCTCTACCGGECAGATCCCC TAGGGATAAC GGG TAAT T T TG GTACCTGCGCGGTCTC?
23l 241 251 261 271 281 291 BO1 321 321
Z \V._v\ w .ﬁ,g,w\s» nt
1080
540
0
TTTTTGGARTCGC pAGAT GTCATTCCAGECGGACGTGEBCATGAAGAATGTCCAAC TTT TGGTGATC TCGTTTTGATACT CAAGATATGCGGTATCGGAG GTTG
341 i iou ! 361 371 381 391 401 411 421 431 441 451
1080
540
o |
GTG TATATCT TCGTGC T GTEGAT TGGCTGAGGGC TACCTTGGAAAT GATG TTGACTAGC?E 2 ARTT-C T A GRAGTTGGTTTGCTGATCEETCC GTTTGTAGAC
461 471 481 491 501 511 521 537 541 551 561
1080
gl
0
CG CTCCAG ATGCGCCCTGGAI CCTTATTGGT TCGGAATACGC GATCGTATGTATCGTTETGGETG CTTEGECCECTATC TECCAAC TG GTAATGTAG TGTAGL
531 581 591 601 611 621 631 641 651 661 &1 ZGA‘H
1080
0
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